. Proliferation, Senescence, and Apoptosis in VSMCs by rs3825807 Genotypes VSMCs were seeded in duplicate in 96 well-plates (5,000 cells per well) and cultured overnight. For proliferation assay, cells were cultured for a further 12 hours in fresh medium in the presence of 10μM 5-bromo-2'-deoxy-uridine (BrdU), followed by BrdU detection assay with the use of 5-Bromo-2'-deoxy-uridine Labeling and Detection Kit III (Roche, 11444611001). For senescence assay, after the overnight culture, cell senescence was assessed using a 96-Well Cellular Senescence Assay Kit (Cell Biolabs Inc. CBA-231) to quantify senescence-associated beta-galactosidase activity. For apoptosis assay, after the overnight culture, cell apoptosis was measured using a Cell Death Detection ELISAPLUS kit (Roche, 11774425001) to quantify histone-complexed DNA fragments. Data shown are values of mean ± standard deviation of mean. Genomic DNA (gDNA) and RNA were isolated from VSMCs that were heterozygous for rs3825807. RNA was reverse transcribed to complement DNA (cDNA). PCR to amply the region encompassing the site of rs3825807 was carried out using gDNA and cDNA respectively as templates, and the PCR products were subjected to fluorescent dideoxy sequencing (primer sequence: 5'-CCATGTTCATGATGGTCAGC-3'). Sequencing chromatograms were analyzed using the PeakPicker program 1 which calculated relative peak heights of the A and G nucleotides at the SNP site in the chromatograms deriving from cDNA and gDNA respectively, standardized against reference peaks in flanking sequences. Mann-Whitney test was performed to test a difference between the ratio of standardized A nucleotide peak height over standardized G nucleotide peak height from cDNA and the corresponding ratio from gDNA. 
